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I. Basis of the report 



1 . With regard to the elements of the international application:* 
the international application as originally filed 
the description: 

pages 

pages 

pages 



□ 



, as originally filed 

filed with the demand 



, filed with the letter of 



□ 



the claims: 

pages 

pages 

pages 

pages 



, as originally filed 

, as amended (together with any statement under Article 19 

. filed with the demand 



filed with the letter of 



□ 



the drawings: 

pages 

pages 

pages 



, as originally filed 

, filed with the demand 



. filed with the letter of 



I I the sequence listing part of the description: 

pages 

pages 

pages 



, as originally filed 

. , filed with the demand 



. filed with the letter of 



2. With regard to the language, all the elements marked above were available or furnished to this Authority in the language in which 
the international application was filed, unless otherwise indicated under this item. 

These elements were available or furnished to this Authority in the following language which is: 

I I the language of a translation furnished for the purposes of international search (under Rule 23 . 1 (b)). 
□ the language of publication of the international application (under Rule 48.3(b)). 

the language of the translation furnished for the purposes of international preliminary examination (under Rule 55.2 and/ 

or 55.3). 

3. With regard to any nucleotide and/or amino acid sequence disclosed in the international application, the international 
preliminar>' examination was carried out on the basis of the sequence listing: 

contained in the international application in written form. 

filed together with the international application in computer readable form. 

furnished subsequently to this Authority in written form. 

furnished subsequently to this Authority in computer readable form. 

The statement that the subsequently furnished written sequence listing does not go beyond the disclosure in the 
international application as filed has been furnished. 

The statement that the information recorricd in computer readable form is identical to the written sequence listing has 
been furnished. 



□ 
□ 
□ 
□ 
□ 

□ 
□ 



The amendments have resulted in the cancellation of: 

□ 

the description, pages 

□ 

the claims, Nos. 
I I the drawings, sheets/fig 



5 I I This report has been established as if (some oO the amendments had not been made, since they have been considered to go 
— beyond the disclosure as filed, as indicated in the Supplemental Box (Rule 70.2(c)).** 

* Replacement sheets which have been furnished to the receiving Office in response to an invitation under Article 14 are referred to 
in this report as "originally filed" and are not annexed to this report since they do not contain amendments (Rule 70.16 
and 70,17). 

' Any replacement sheet containing such amendments must be referred to under item I and annexed to this report. 
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2. Citations and explanations 

Document 1 : JP, 9-297137, A (Shinotestu K.K.) 

Document 2: J. Biochem., Vol. 101, No. 3, 1987, pp. 729-741 

Document 3: Schiele F. et al., "Feasibility of a recombinant human apolipoprotein E reference 
material, Fresenius J. Anal. Chem., Vol. 360, No. 3/4, 1998, pp. 501-504 

Claims 1-21 

Document 1 describes the measurement of a denatured or modified lipoprotein by preparing 
antibodies to the denatured or modified lipoprotein, and it states that in the process of preparing 
a denatured or modified lipoprotein, oxidation by copper ions is performed to prepare a 
lipoprotein that is denatured or modified by oxidation. 

Document 2 states that in the process of preparing a denatured lipoprotein, acetylation is 
performed using acetic anhydride, and that an aldehyde is prepared using malondialdehyde. 

Document 3, which was not cited in the international search report, states that apo-E, which is a 
lipoprotein, is stable when it is freeze-dried. 

In this field the stabilization of a denatured lipoprotein to be used as a standard substance for the 
measurement of denatured Hpoprotein is a problem that is self evident, and this examination 
finds that persons skilled in the art could easily conceive of freeze-drying, as described in 
document 3. 

This examination finds that the denatured form can be selected as needed from the processes 
described in documents 1 and 2, and persons skilled in the art can apply the denatured 
lipoprotein as needed as a standard substance for the measurement of denatured lipoprotein. 

Therefore, this examination finds that persons skilled in the art could easily have prepared the 
inventions set forth in Claims 1-21 based on the descriptions in documents 1-3. 
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(57) Abstract: A denatured lipoprotein excellent in long-term storage stability (i.e., scarcely undergoing protein denaturation) which 
is to be used as a standard in quantitating a denatured protein in blood r assaying physiot gical activity. The process for producing 
this stabilized denatured lipoprotein comprises artificially denaturing a lipoprotein and fteezesbying die denatured lipoprotein thus 
obtained; or treating a solution containing a denatured lipoprotein to aprocess involving at least ne freezing step to theret>y denature 
the lipoprotein contained in the solution and further freezenliying the denatured lipoprotein thus obt^ned. 



1^000/75189 Al illiiflllllllllillilllllilliilli 



(57) 

sy3^?^>>'^^^^*^^4^•^i•^ ^<4y:*«^w<^7MSf#s ^iSity^K^w^^^ 

=fe ^ tc «i^|g*S f S ^ i: ^ * S o 



wo 00/75189 IP PCT/JPOO/03413 



5 iiWi^^ 

m^^fb izmm^mt ^ztizx-oxn^n^ mm^wm^mz®nrz^\^ u ^ 

Wm«5^'5:ifa)flMi&M^^,^.€s ^SMtig^. «l^^t4^^^d: ifcoWi&Mmn^S 

^H^. mm.i^(Dm.mzn-r^K!iB^^m\^T^ztiz^^xiiKm^^^iz^^ti 
^m\^')^^^>^'i^m^m^t^:^mz:js^^xmi^^ti^mmmm'p. ^{^vn^ 



wo 00/75189 



2 



PCT/JPOO/03413 



tuts z(DXotj:m^mtmm^m(Dttm.^ntii-ot;im^. itummmcDmnmit 
mmmx'etnsi^±^tiimi^i±ti:<, t5L^i&mmv-!n^>j^^w (ldd cd 
10 s ^ib L D L ® j&m 4^ (DW^mtmmmx Bmizm^j: ^xi^^ztt^ 

mm^tlti (^Jx.{i\ Toshima, S. et al. (1996) Circulation, 94, Suppl. I : 

1288) o sfcs ^{^v^if^^ >ji^m(D-'Dx^^mitvn's^ >M^mt^^mt 
mm<Dmmt(omm{^f)K x^-f^/N— ^^^(steinberg) ?){c<fci3fi}i^nfc m 

Steinberg, D., Parthasarathy, S., Carew, T.E., Khoo, J.C., and Witz 
15 turn, J.L., (1989) N. Engl. J. Med., 320 : 915) o Z(Dtzlsb. tSL^, ^i^U^Ji 

3 9 5 9 _ 2 8 8 , 1 0 6^&m) . U >v'n-^M®^S 



wo 00/75189 




PCT/JPOO/03413 



10 (EP-A-6 1 7 2 8 9^i&^) . T:^ U >>''?^M43<fcl>-fliS*-^f# 

T- }^^^*^ U T ^^it ^ -B- S ^^}m)g^*»or»X||&t]$:i5^:^j£ ( U S - A - 5 , 
6 5 2, 3 9 9^4k|g) ^s^^$tLTl^fco bA*bJ&:AS6. ±iB£f^*C{is 'J^t? 

I {i^^ i: LT ASjfe ^ tlT V ^^ V %o 

20 JEcirOT^ST-s ^tl-etL^ibUJl^^V/'?^©. :^-tr-?-;Wb'j7it^>>''?^M:fectt>' 
^n>i;T;i/7^t h*fbU;t^i5'>^'?^M'&i:*®^i4'J4^^>>''?^K<&f#S:?5i£A5^ 

25 c:0<fcd^4^?5Z^^a^i^Ts 1#§l¥9-2 8 8, 1 0 6^4^^{3> U >JJg^^ A 



wo 00/75189 ^ PCT/JPOO/03413 

' • 4 

10 mT^zt^mmt-r^'b(Dx:^^o 



15 m-s^. ^j^^'^izi^^tt'^'$^mmmiz^^X'^mmwi^titzV7n^>j'i'{7ntii^<Dv 
^-"^ >^^^nt:m^ :i->m(D^m^ :i->mxixm^n^Mmizj^-Dxmit^'^rz 
mit y^^^n. m7i<.m^mizj^':>xyt^)\yit^-\ttzT-i-^Mt > 

A) ^^V^{ih hJfll?fT;i.7-^> (HSA) m^^^mitLXl^^^-^^Zt 

25 ^tnzJi^±nmmm^J^^^B.<m'^x^^zt^i>E^^liiLtzo 



WO00n5189 PCT/JPOO/03413 

5 

m^lZi^^L^a—:^^ "p^V—T.^ M/y\n— ^^^iSiLmT)\^y^> (BS 
10 A) hifiLrtT;i/r^> (HSA) ^^^^{fc^JiiUT^S^-yrSCi: 

z.ix\zxK>±mmmm.^^K)^<m^x^^:ih^^m.u^Lfzo 
15 ^m^m. m^^v^^^>ji^w^<M^^mT^ztizxi^mmivn'^'$^>^'i^ 

20 ti^tbtji^m3L^}it'^^ :yj^^W(omm.y5m\z^'DX%mm.^f\.^o 

25 ^ji:?^ J: ^ T ^, 31fiK ^ o 



wo 00/75189 PCT/JPOO/03413 

- . 6 

^u,ut Lxmrni^tzm^t. mxmihLtzL d l ^mm^m'^-r^<D^^ 4 "c 
T-^#ts -^p^PiT-is*4^ {^xm^i.rzm^t<Dm^m<Ditnt:^^t^x;^^o 

10 L^mm^mm. pii^oyjmxmmLtz'hco) ^m.miLxiiFmi^rzm&u^Tr^ 
•rmx'$>^o 

m4mii. *^0j<D^jfii^j2{w43v^rf#e>nfc^^bHDL (mx-mitLrziii) 
L^mmnt.mi.fz'bcD) ^4«c-r-«#u -m.rsmxm^(Dy3mx'mmLtz'b(D 
^m.mtLxm^i.tzm'^t. ^T-^^bb:fcHDL&j^igig^-y-r^cD**4-c 
15 T-^^u. -^mrnxmntLxm^Ltzm-^comimmto^n^m-rmx^^o 
mbmit. :^^Bn(ommm3iz:ts\,^xm^tirzm<tv^^^>^^^na. [lp 

^umt{.xi'pm\^rz^&u^7r^-tmx$>^o 
memit. :^^BM(Dmmm3iz:^i,yxm^nrzmithp (a) (^t-^^bufc 
20 Lp (a) ^mm^mLtz^iD) ^4'CT'{*#b. -^mmxFn^(D:^mxmm 
i^tz'hcD^mnti.xm^i^tzi^'^h. rnxmihi^tzLp (a) <fejii^^*i-B-r 

^7^ii. mmm4iz:js\>^x. mmizMLxmm^^tsJim^mi-ztizjif:). 
mssti. mmm5iz:iri\.\x. mmms (2) T-issi^^ntiii^^ttt hjfii?i 
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7 

mms,:ioj^ummmi o) iimm^tiramti^-DLmm^aizm-r^. el is 

mi omit. mmm6iz^\,^x. mmme (2) X'mm^titzmi^m't^hDL 
mmsitii^v^mmmi o) T-iis^^tL7t^^bLDLiiipfia{zgit--i>. elis 

10 

<(Dmm^(Dmts F0Hla/DLH3 (SIB#^:FERM BP- 

7 17 1) {ca: fja^^nstrti*: (J. Biol. Chem. 1994. 269: 15274-15279 ; 

t>-?t^¥7-2 3 8, 0 9 8-^;&^) ^imt-t^bm^oni^ >^^^mwmmiji 
25 a^tcom-^^cDmttjiifiz^^xmm^^ti^m^'h'^tso zcom. ±iaFOHi 
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8 

T*),t<. m^lt. bh. •^:^t=^ ii^yi^. 0-^^. -f^^ 

^-^>^^^W;^j:^mz. zti^^mm'L^^mm{zji-:>x. ti^u^^u>. m 

<£5gJgU:^^>.'1^S (VLDL) ^ rf^^ >J^^m. (LDL) . U:}^^ 

15 >M^MX. ctJr^mjg>J4^<5'>>'^^M (IDL) . U:}^^>>'i^Ma [Lp 

(a) ] . liDL2RUHl)h3^<Dmmmvn'^^>/^^^ (HDL) . Ziti^M 

^^jgu^^ij' >>''?'^M (VHDL) iz-^m^fitzv-r^^yj^^nm^u^ti^m-f 

20 ttm^l^K. t hifll^St>'Ifilvf S5^(Z):^3'f o ^ ^D>. VLDL. LDL. L 
p (a) s HDL2gt<l*HDL3s ^fcttcn^<^rg^M5J; t) ftf S U < x 

i£2^mU^^>^^i^M (LDL) ^mWit^:^^^tLXit. WT® (1) ~ 
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(3) (Dysmt^m^^ti^o - — 

( 1 ) iE^t Mfll?f 2 0^3 OmLlC. :x^'^U>i^T ^ >mWFm± h V ^ 
(EDTA-2Na) ^j!jD^. mmmm^ 1 mmo 1 /L hlT^o ZtHz. NaB 

r^lm^. JtBl. 0 0 0{Z^t>i±So mit^^^—nz^i^ly. ^<D±IZN&B 
5 rT*. itfil.l 5. 1. 0 6 3. 1 . 0 1 9St>-l. 0 0 6 iz^fc-frfcj^^^ 
^JUJzaat. 3n<&4''C-e2 4BtP^5Sii:» (120, OOOxg) ±5§gA^ 
e>JlitI;9-iiit. ^SiS^fl-Oibfi^^JSlfrH-T-^J^Lx ItSl. 019~1. 063CD 

^ia*>{3s 0. 25minol/L EDTA^^tfPBS [ 1 0 mm o 1 /L£D U 

10 >mmmm. i4 0mmoi/L Naci (pH7. 4) 2 xmm-T^ mm 

¥7-2 3 8, 0 9 8^^n. ^^#^0040) ; 

(2) --^^'J >mj6lT'ff ^tLTtit hlfillt{cg|»jgT-0. 2 5mmo 1/Li:7&: 
S<fc-5{CEDTA^AQX."r. ^ffiO. 7 5mL-ro&0ii'll»^SaifflSC^^ ( l-' 
4mL^) (C^l?, 0. 3mmol/L EDTA^^tfO. 15mol/L N 

15 aC 1$:2 5 0>aLa®LT 1 8 5, 0 0 0 x g(ZT 1 0 'CT- 2 . 5^FHlM'Q>"r 
So ±]il 5 0/zL$:^T. TP 7 5 0 aL^^^IXLTs KBr^^g (5 Ow/ 
v%) 1 5 0//L$:i!JD^T^ itfi 1 . 0 6 3 ^l-^o MMiC^^^fflS^I^W (1 ~ 
4mL#) fDlS{Cl:baii^t7^Ifll^$:^UT2 4 4 , 0 0 0 x gizx 1 O'CT* 1 

20 0 . 2 5mmol/L E D T A^^tf P B S (zjlrt UT 4 "C. 6mm(3V^yhJ\^ 

^ 2 mmmmx 2 nii^sm) Mtff f s mmw- 8-304, 395 ^^m. 

^0 0 5 0) ; Sfcli 

(3) EDT A^iai^a^j^LTft/it h stm^ hmM't^^^mizxttmi . 
oi9~i. 0 6 30^^^LBhm^tLxmi^'r^o Tisn-:^m%w^mm 

25 {CT#-®^5^l^>'^->K^^#e>nSC:i:CJ:OLDLOi^Jg$5iigLfe^^ 0. 2 
5mmol/L E D T A^^tf P B S^?g (pH7. 4) izti VX -t^izmmT 
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10 

S (1#§g¥9-2 8 8, 1 0 6^^m. ©m#^0 0 6 2) o 

itiikTifi$>z : -^j'^v>^ikx'mtz\i hmmizmmmmx'O. 2 smmoi/Li: 

«:Scfco«CEDTA<£/)ax.. 0. 3mmol/L EDTA^^tfO. 15mol 
/L NaCl' 2 5 0/zL$:a®LT 1 0 5, 0 0 0 x g{ZT 8°CT' 2 OBtP^M 

35:T5&V^J:o{ZLT^«?L> ifc«* 1 . 12 5{C^MLx 10 5, OOOxgC 

X8'cx2ommm>(jt^o ±m<Dm^^^> \'t:iimm<^iSLu ^u^^ji^a 

-5m (>'W;^-^.y KttS) Imo l/L NaCl, 2mmol/L 

EDTA, lommoi/L V >mmmm^mmm^tLx. ^-ju^mt^o n 

Lp (a) iii^&EiRfSo c:<Dm^^V iy>^y Tn—x4B (yyji^-^ 

i^Tm) izMf, n&mm^^o. 2moi/L £-TKytiyu>mt:^tsmm 

MtCct O^m^ii-s 0. 2 5mmol/L ED T ASr^tpPB SlC^LTiSW-r 

s (^^^8 - 3 0 4, 3 9 5^m. 052)0 
>mn^xjimzmitLxn^ti^<t^'^ m^it. i-jws. h^}i-2- 

-2 - (5-:^-^V>'^•l/D^;^) -^;u-feD- 3 U >) ^feM^Jfe^^ 
(M^tSx DMSO) tC^^bfc^r^^:. t h U:K^>^l^^MlC^i!jnt-5;?i£*5 



wo 00/75189 PCTAIPOO/03413 

11 

xiikTizmmi-^o ±mmmmm<o-m^i:kTiztEm-r^ : ±gBufe<fc o iz lt 

PBS (pH7. 4) ] T-Mlfff ^Ch35:^-{Zj:t}EDTA<£J^^L. fJf^CD^ 
>>'^^MiaK (5 0-2 0 0 0>tzg/mL. $f ^ b < {± 1 0 0- 5 0 0 ;a g/m 
L) tC^Mbfe^. iK^M (CUSO4) t:m^mmztj:%j:,^{zmmL. *^3 6 

10 ±e3^S£S^T^ffl$ns#;i^':t>i:LTl±. y ^:/itm (II) ii7K^i^s 
^^b^ (IDs ^^bS? ( I I ) > 7Kmim (II). sg^s^ ( I I ) > gft^SI 
(II) StKIO^, -b b >'fbS? ( I ) . -b b >-rbSI ( I I ) . -fe Ix ( I 

I) 5E7K«I^^^ ^:^-9-7;i/:tn>!7-^^^ (II) m^kmrn. mmm (II) — tK 

«i^> y^h^-r>^>m (II) ffiS^ig-7j<^ai^. ;Rt>'h:x (3i^u>f^'y-^ 
15 » m (II) mmi^-7i(.m^mm(Dm'< :t> ; mitwi ( 1 1 ) > ^itm ( i 
I ) y^Jkm^. mmm ( 1 1 ) A7jcin<^, ^:t->T>mmi ( 1 1 ) HTkm^^. 

^^(11) EH7j<™. S-i-j?^^ (Ill) StKIH^^. g£^7'>^:-'i7A^ 

(II) f^Tkm^. mmti 'j? ( 1 1 1 ) +-7K«ii^. mmT>^=-^j^m. 

(II) +Il7k«]ig5s ;5ht5filt^^a*CD^'<:t> ; A.^^nt> (Hb) . h-^ 
20 >:^7a:U> (Tf ) ;&th*^^ b7a:»J> (Lf ) ©^JS^ :t dtl ^ 

®ig^ig3As^i:ff>n. c:tie>©^*>s m.mm (i i) . (i i) EzKiatj 
m^:t>it. m^x-mm ^ nx s v 2 miik±<Dm-^m(Dmmxm.m ^ tix 
25 ^Tz. ±mmmMmiz:io\.^x. ^m^y^xD^mmii. nhv^n^y^^^n^ 
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k'fb^n2>b h V^^^>^^^mi gtf^LTs J 0-2 0 0/zmo 1/L. U 
<tt2 5-1 0 0/zmo l/Li:;5;-SJ;a'&:«T-^§o 

10 ^:ziz, t h U:^^^>>'1^^^7'-b^;Ht;t-sll^lE^«{col^rJUTCl¥5z!it- 
?)o ±mmmmmo:>—m^yikT\zmm-t^ m^'^^^^^wmB. c^s o o~2 

0 0 O/zg/mL. ijf^L<{i5 0 0 — 1 0 0 0/zg/mL) (3D±s2LfcJ:-5{3 

io^. o-'4-cT-i-2^F^, mnr^o mz. MTmrn^o, 2 5'-4al 

15 (IP*,, h h U3j^^>>'l^MlC^bTs 0. 5'-2/£L/mg) . iifSL<{iO. 
4 — 2. Aul^ t h »;^^>>'"?^M{3^LT. 0. 8-1. 2jjLh/m 

g) 0-4-CT'6 0-1 2 O^F^. m^^t^Lfe'^. 0. 2 5mmol/L 

EDTA&^tfPBS (pH7. 4) (Zj^ LT 2 — 8'CT-+^ (5 0 0-1 0 0 

ofg^-r-2~3iH] (2^F^jiL±/'[5]) ) mmr^o 

Imol/L U>^Mffi?S (pH6. 5) P/r^^>>''?^M^jg (^0. 

25-ling/mL. iffSU<{*0. 25-0. 5mg/mL) CD±§2L/fc«fc^ 

25 (x'n>i;T;P7^t Kt::^^^5^;uT-b^— ;n mo 1/L^O. Imol/L^ 
®l?^^£Ttcl 0 0-Cr-5^Aal»tUfiD7K^^b;t^CD) ^O. 6 2 5-1 0>t£L 
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1 3 

(BP*,, b h U5K^>>''«^Ml-^L-C. 2-. 5-^1 0 AL/mg) . $f^b<(i 

0-^4 O-CT- 2 — 4 ^F^x ^^S^ii-fcmx ::®SliS?g*0. 25mmol/L E 
DTA^^tfPBS (pH 7. 4) {C^bt 2- 8°C-r-+:^ (5 0 0- 1 0 0 0 
5 j$^r-2-3® (2^m±/Il) ) ^«ft-5o 

its. -8 0-2 O'a $f^L<li-8 0-1 5°CCD?ajg-t:> 0. 6 6 7- 1 3. 
3 3 Pa. $f*b<{i0. 6 6 7—1. 3 3 3 P aCDJEstrt". 12 — 72^F^. 
»^ t <«i2 4-7 2^Ph1. Jts^^^tt-€)o z:®J:a3&J^M^^xsi::«fco-Cs 

» ^ U < 1 eM%J.:iT-r-feSo 

^^itmifi^m^ti^ifis mi^mzi±. i/a.^D-x. ^i^h-:^. n^yNo- 
20 :7.^<Dmm; ^->i(iLmT}vy^> {Bs A) . \ihmmT)i^y^> (hsa)^ 

<D'^>J^^Wtf:i^ifim-f^tl^o Z.nh(Do%. i^zL^U—^^ h 

\^j\U'-7.. ^i^imT)v-:r^> (BSA) st>"t: hJfii7ST;i/:r^> (HSA) 
As^^fb^Ji:LT$f^L<Mffi^tiSo ta^. ±ie^tLfc$^{b^J{i. ^?4T'i^ 

ffl$nT*)feSVM±2Mfeil±0?M^i^«>ff^^'^^ffi^^'^^'^^^o ^^1^ 
25 flD^^^b^JODf^fflfttts ^t4U5J?^>>'^^MO^^<bdS0nsaT-^n«i|t{C$iJ 
PS^ni)*>©T-{±3&:l^7b^ 31^. l-2 0M»%x $f * U < (i 2 - 5 
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So 

mm.v:!r^^>j^^m (vldd ^ igajgu:t^^>/"^^^M (ldd . 
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1 5 

(a) ] . HDh2JSLV'UDh3m<Dmm^Vyfs^>^^^m (HDL) Rv^mm 

mm.^j^^'^y^^^M (vhdl) m(D^j:!f^^>^'i^mm'$^^j^ifib^mf^ti^o z 
Mm. mm. ti^u^i^u^^ vldLs ldl. lp (a) . h 

-Tzt^i^^mtir^o :*:^$fflS{ci3^,^T. ^Mf^^'^tsJLm.j d^tSJi. 

-rtit^a^mfi^ti^o $f^L<ii> :$i^mizm^mm^^tsJim^mj:^ztiz 

^>>''?^M, K--=<'-b;i^^'r >FOH 1 a/DLHS (§s£S 

^:FERM BP-7171) {3 J; D M^^ti-Smi*: (^^B^Iffl^cfTJi. ^tz 

tST-f^ffi^nS/N-r K— x'-b;!.^^ >FOH 1 a/D LH 3{i. 1 9 9 4^ 

20 2^i7B{c. B^^m^^m-DKiimmiTmims^iz^^&i-^Mmmm^j- 
miim^^^Ji^JL.mmmm^pmz^s^^^ perm p-i4i53hLT 

""Mouse-Mouse hybridoma FOHla/DLH3j CD^^-^WfE^ t^^ i^^i£tis 2 
FERM BP- 7 1 7 1 i:LT|5lmlC«^^nT^^So 
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16 

^<Dmm<Dmmt. o. o i-i o-c/^. $f^b<iio. o i~i»c/:^®^ 

5 Si^J^T-. 0~- 1 9 6°C. $f^U<{i-5 8 5 °CCDigJg(Z3&S ^T'Pf L 

10 ^t?^L<^il~4(llT-^5::i:As$?^bv^o ^^Bg{c:fet^T. ^5»?311-xa[*i^ 

15 (i. ^fl^^^cil•^^^tfx@■r-feo■r^)J;l^o ±l3^xoD^i^{z^5l^T?«i^$:^ 
0. 0 1 — 1 o'C/:^. $f^L<{io. 1- 1 o°c/'^a)#?a)ig-r-x o~4 

a-Cx »*L<liO~3 7''C®iajg{Z)&S*T-#ig-r-5c:i:{z<fcoTfT'5:t)nSo 
20 ^x^f^Kc^j^^^trxa-r-feo-r*) J:l^o ccD(^®}$iS^®|£^&^tfX 

b<{i-8 0~ 1 5-C<DiajgT% 0. 6~ 1 3Pas $f^L<{iO. 6-1. 
3Pa®JE:^T. 12'-7 2^r^x iifS L<{i2 4~7 2^P^. Ig^-f^CilC 
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1 7 

^^^tfxai:^^^b&g6tJi:t-Simif5l£^tx^i:®PBl{z^inb"C*,J;Uo ^fc. 

15 :^^m<Dmm<Dmm\z^^}i^ ±mm-^tz.\±m=<Dmmz^^xmm^ti^ 

^ b iStS U ^ ^ > / ^ ^ « AS ii #t ^ tL s o 

w^t\^xmmxth^>o 
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^^^^^iZ^t.ii:i,^^\)yf,^y^i^^:^^:f^^ff:jl-^l^^:^yj^^ ^|JX.{^^ 7 
I^^Tv-\z-( (RIA). ^JOif-fix'T AyT^^z-b-f (EL I S A) . ^ 
^^A^T-y-fe-f (FIA). ^^te-f AyT«;/-fe>i'. i^^-l' Ay'T-y-fe-f , 

m{^v^^^>j^^mt. ^f^^mzm^-r^:Bm. mz3t^:i-^A>^Ty^^. 

±i&mf^<Dmmiz:3si^x. ^wj^^'i!'>^^^7w<Dm^m<omm^y hit. 
^^mzj:,:s>^^it^\^v^^'^>^^^m^mm^mhLx^mt^^(Dx&tnt 
<mizMmi^ti^<h<DX'i±tji<. ^f^mizji?>^^^tm^v^^i^>jt^m^mmf^ 

imK.it. m^m) X isj:umm^nt\^x(Dj^m^^izm^^mit^'t^v7t'^'S^> 
(^±^^rzit-^^m0s.mmtLx^t5^i±v^^^>^^^m(DpjMm(Dmm^^:^ 
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1 9 

mz. EhisAmiz^:h^\^vr^^>^^^n(Di^{im\Mm^mizh^x. t 
5 mmmm^^mi^rjiti^. :^^mizx?>^{^^)7ns^ >j^^m(Dmm:^m^jiv:^ 
<D^miz^\>^xjzK)mmizmBMT^tK ^mBncommt^TB&mmuz^K^^ti^ 

^ # CD T- 3&: V ^ c i: I i V ^ o ^ T- * & V ^ o 

mmmi 

(1) LBhoDmm 

10 EDTA^tfimmmtLxmzt.hm.mi3^ibmm>L^^^m (i o-cr-itfii. 

0 19{ZsiM. 12 0, OOOxg, 2 OB^Fb^ ±M^I1]1RU 1. 0 6 3 
Itfil^^U ^^{3 12 0, OOOxg, 2 4^F^) iZXitMl, 0 1 9~1. 
0 6 30^^^. LDLM^iiLtlHllRUTto dCD^. L D L CDS&fiJgli. T^tfD 

15 mz. Z(DLBhm^^. 0. 2 5mmol/L EDTA^^tfPBS (pH 

7. 4) t'+ts- (1 emm^tzit-m) m.m-r^ztizj:^xmmi.r:io ^^(:•^ 

Scfc^JCO. 2 5mmol/L EDTA^^tfPBS (pH7. 4) izmMi^. 
mm-r^^X 4'CXU.WLtio Jfe*?. 3j!:||J(Sfi?!|tz:tel>rx ^y^^^nmXt. Lowry 

20 modified Method ^{^fflbTto ®^(CV^ a iix 2 (w/v) %J^^3h h U •j7A. 
0. 4 (w/v) %7k^{b:^h y^A. 0. 16 (w/v) 1 (w/ 

v) XSJiSmWimy^A (w/v) %a^^^?g$:l O 0^1{3^g-&b;t:SC^l. 
5mL^. ^n^ti. it>r;i/:5t>-aiptjM (BSA) 0. 5mL{c?l^L;to 
W^\zx2 0^mm.m:^s yx.j-)\,UM:0. ISmL^^inUs ilt>(3rg^U 

25 fco ^S(ZT4 5t59-F^SJt;^. 6 6 0 nm{C:fe{tSi!S^Jg&SiJ^L7to 

(2) LDLO^fb 
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2 0 

(1) X'mm^tlfz'LIi'Lt:. 5 0 0-1 0^0 Qi^^lil±(DED T A^^^tji 
l^PBS (pH7. 4) {c^ UT 3 teUiilJ: {2mmi:k±/m) mmT^ZtlZJ: 
oTEDTA$rM?5feL. LDL®iiJg*s2 0 0 ju gXTnL ttii:s> JioiZEDT A 
^^^tjii^PBS (pH7. 4) tZ^A^bfco J^tZ. dCDLDL^TSl OmLlC. 

E D T A AS lmmol/Lii3&:SJ:-5 iz^iDf ^ C iz J: t) , ^-fbS^S^ 

i?±tfc^. 5 0 0-1 0 0 0{S^i.:JL±cr)EDTA^ Immo 1/L^tpPBS 

(pH7. 4) iznLx3miik± (2mmi:k±/m) mm-r^ztizj:^, cu 

(2) xmm^tltzmtL-DL^, ^>J^^mmm.t^6. 25ng/mL 

15 i ^Li'^yj tmTZ) RUl 2. 5 ng/mL ( TH^^ rj {3 
JScSidtCPBS (pH7. 4) X^MLtzWi. ^ ^(CB S A<feMiiJg 2 (w/ 
v) %iz. Rxri^a.^n-x^f^m^5 (w/v) %tZ3&:5.fco{C^n^n^lra 
LT. J:<mmLtzo mz. c®?g^r«^:<7'^XM{c lmL-ro^?±L. ^tj^j^ 

^(i^i^^^a RL-2 0 1BS mmm^f^mm^mtm) ^m\^^x. -5 

20 O'CXiemmmmLtz^^. 2 0-CT% 1. 3 3Pa®MjETT*4 8B#PBllI^|g 

25 mi^Jati hT^tBiai*: (-V^. >:r^3>1±i!i) mm (5mg/mL. 0.1m 
ol/L T^'^^^ffiM pH8. 0) ImLtZ. 5 0 uL(D2 ^ ^ 
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2 1 

>-HC 1^?^ (6 Ommo I/L; 0. Tnro l^L ^^^mmmW. pH8. 

0) $:ia^. 3 O-C-ca O^P^S*£;^i^-fc^> Smmol/LCOE 

DTA^^tfO. iinoiyL(Dv>mmmm {pH6. o) -cwmitLrc^zy 

TT^'^^J^G- 2 5:*f-7A ( 1 cmx 3 0 cm) (7 T }V'^iyT^±m) 
5 f^ai^^xfetjTLi^S^^lslJRUfeo mWu-*)-\i^)l^:t^t^y—ii ( THRPj i:BS 
t-o :^#m±i^) ( 1 Omg/mL^ 0. Imol/L U >^M»?^ p 
H7. 0) ImLlzS (I^IAfb^ttti. 50mmol/L 

D M s omm) ^iiux. 3 0 •c-e 3 0 ^mi^m^-^ti'^. ^nt^mm^ 0 . 1 m 
o i/L<Dv>mmmm (pH6. 5) xw-mit\^rz-izyT7'y^^G-2 5ti 

10 -^A ( 1 cmx 3 0 cm) (7 7;i/x'i/7'1±M) ?^ffi^nfcHRP®^ 

0°C-r-3 O^^SJB^-y-fc^. ^/c;?§?S$:0. Imo l/LCDU^^i^^rS (p 
H7. 0) T-¥§§^Lfc-fe7T-r=rv^;^G- 2 00*^A (IcmxiOOc 

•r S ^ T' - 5 0 °CT-{^# L feo 
b. DLH3tjTL<*:cD^M 

20 ^> (2, 6, 10, 1 4-^h^^^)u^>^'7'ti» ^mxL. 2msmn 

>'^1'rU K—v-b^l/^-r >FOH 1 a/DLH 3 (^f€#^:FERM BP- 
7 1 7 1 ; J. Biol. Chem. 1994. 269: 15274-15279 ; - 2 3 8,0 

9 S^iStfg) S 1 X 1 0 VE. ^i^I^^libfeo 7-14 B^x •^O^f.CDmm^ 
25 C-f-^M7K:i)S|?f§L7t^«^,T-. ^B^^^e 1 8 G^Dat^i+^fflV^TJK7J<^IH]lR 

3 0 0 0 r pm-c- 1 o^F^JMiC>!»•^alLT^ ±m^mmi.tio z(D±miz. mm(D 



wo 00/75189 PCT/JPOO/03413 

2 2 

PBS (pH7. 4) ^mx.tzWi. z(Dm.^m±mm(Df^mmmT>^z^^Am 
3ooo^pInT'lo^p^JSiH^:a'^LT. ±m^mmi.. tmm^\B\ifsLLr:io ^ 

Z(DimLm^O. 5^)U/L(DNa.Clt:^tsPBS (pH7. 4) ^ia 
^Xm^L. C:<DmP^^s 0. 5^;i//LcDNaC l^gr^tfPB S (pH7. 
4) T-^^fbUTtSephacryl S-SOOti^A (2. ScmxiOOcm) (y^JU 
-^i^Tnm) iZt-i^, I gMli^^HURU c:n*DLH3m«:i:Ljto 
D LH 3mi*:OiiJg{±. 1 cm® 2 8 0 nm(c4b'{t5P«jg:&S!l^U> If 

c . it> !y L I S A^«f 

( 3 ) xmrn^tit^mitLD L<Dmm^ms,izmm7K i mL $:sn^-Ci^^^. 

m^^i^ (Ong/mL. 3. 12 5ng/mL. 6. 2 5ng/mL. 12. 
Sng/mL. SrJf2 5ng/mL) iiJ&SctotC. 1 (w/v) %BSA$r^ 
tfPBST'^f^Lfco 

9 6F x'-f^nru-h (^>^4±ii) (D^O:r.Mz^ ±i3b. T'lH^^tL 
3tDLH3tn:f*$:Tr i s-HCl (pH8. 0 ) T- 1 0 /z ff/mLtc^f^ 
*>a)$:. 1 /zg//'i7ai;i.i:;fe§J;^(^ijnx.T. 4 °CT- 1 6 ffifP^^ >:J^i^— h L 
Tto m?^^^}tT. 1 (w/v) %BSA:&^trTr i s-HC 1 (pH8. 
0) 3 5 0uh^ijaXXmi^X'2mm'i>^JL-<-h-r^ZtlZ^i)y'n^:;^> 
0. 0 5 (v/v) %Tween2 O^^tfPBS (pH7. 4) f 

0. 05 (v/v) %Tween2 0$:^t?PBS (pH7. 4) X4mmf^L 
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2 3 

Bm,i^^l (w/v) %BSA<fe^t?PB-S tpH7. 4) t: 1 0 0 Oig{C#|R 
05 (v/v) %Twe e n2 O^^tfPBS (pH7. 4) X' 4\3li9cBl,rzm.. 

o-y:^:=.u>iyT^y (mi^mmnim^m) smg/mL^^tfO. 03 (w 

/v) %ja^Yb7jc^7hl 0 0/zL^j!ja^T3 O^Ppl^e^-Ji-jt^, Imol/L 
(5) «#^^<4<?)tfc^ 

(3) xmwk^ixtzmithTti.(Dw^^m^a mithT^hmM^u (d (h^ 

: 1 2. 5ng ; SrF^YbL D L^ipffi (2) :6. 25ng(L^-l' 
^7-) ] f;f^^PHl (0. K 3> 4ilfe1) 4°C-Z:i^#Ufeo ^fc. (2) T-|S 
^^tVfeKibLDLS:. i5'>>'i^^^JgAS6. 2 5ng/mL ( TL^^rj i: 
Kp-rs) SVl 2. 5ng/mL ( ru^^yj tm^T^) {l^ScfcdlzPBS 
(pH7. 4) T'#f5Lfe^. ^ ^lZBSA^m^mm2 (w/v) St>'i> 

fco C(Z>?l^?g7^$:?f^^^l-ti-r{3^cD^^4-CT:<^M^#L>fe^O i^tl^tl. 
^YbLDLit^a (1) (H^^r) : 1 2. Sng/mL ;Sl>-^<bLDLJt 
(2) : 6. 25ng/mL (L^^r) hfS] flff^^P^ (0. U 

3. 4mm) 4°cT-«#bfco 

m^.W^«?^Lfe^. MfbLDL^ipS (1) Zit>- (2) (CJltiSiTK 1 m L $:An 
X.^^Lfc*®75:^,t;c{3^^bLDLiti|!<S (1) RV' (2) {COV^T. ^^^n. 

±12 (4) c. tmm<Dmi'f^n^jii\ 4 9 2 nm(Dv&^m^mmLr;Lo ^<om 
(1) ;st>- (2) T-ii. mmmm: (om) izitmLxm^mmit/vt:mmLtji 
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. ' " 24 
^^<D{Z^bTs ^MU^^tltzmitLDLhim^u il) JS^V^ (2) Ttt, iigJifi 
^ (Oil) i::itmLX4Mm^^m(Dm^mibK ^ti^tls m5 0%Rum4 

5%is.TLx^fD. mmzji^mihLDLmms, (i) (2) iz^^xuw 
mmm2 

(1) uBLomm 

^^TA^mmmmtLxmti\ihikmiy^^Lj)L^m^LtzWi. i. 2i{z 
itmm^vxmmit'^'^m^ ( i o'c-e 120, oooxg, 4 sb^FhI) tcTitm 

1. 0 6 3-1. 21<D^^^^ HDLS^ilLTlHllRLfco CCD^. HDL® 
}^tZ. Z(DHDLm^^. 0. 2 5mmol/L EDTA^^tfPBS (pH 

7. 4) izMLx+^ iiemm) mm-r^ztiz^-^xmm\.tzo ^^iz. z 

ckoiZO. 25mmol/L EDTA<&^t?PBS (pH7. 4) izmmv. m. 

1(1) (CggiEcD Lowry modified Method Lfco 

(2) HDL©KYb 

( 1 ) -^lilJ^nfcHDL^:. 5 0 0- 1 0 0 Of^m:Jl±CDE D T A^^S^fe 

i>PBs (pH7. 4) iznLX3miii± i2mmi:K±ym mmr^ztizj: 

oTEDTA^I^^U HDL®2i^An 0 0 g/mL h^^S ct -5 {3 E D T A 
^^^^Cl>PBS (pH7. 4) {C?^A^L;to mz. .ICDHD L?g^g 1 0 mLtC. 
ffig^^ (CUSO4) 0/zmo l/Li:7&SJ:o{c^iDL. 37'CX 

I s^m^ >^^^-h-t^ztizj:i[), HDL^^fbbfco 

'EBTA^nmmtnmmo l/Ltti::SiJ:olzmtar^Zt\,Zj:*), mit^ 
/^^^ffJiibfc^. 5 0 0-1 00 Ofigm:^±OEDTA:& Immo l/L#t?PB 
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2 5 

s (pH7. 4) izm.x3mi:i± i2mmix±xm) ^tffi-sci:(c<fct)> c 

5 ( 3 ) Kib H D L ©mi^^^tffiOSiiSi 

(2) xmrn^titzmituDuz^ BSA^^t^tj^a (w/v) 

Ufc^. :*7^ 1 m L ^t^«^<«S^^*i^a R L - 2 0 1 B 

s mmm^t^mm^mtm) ^ffll^Tx -5 o°ct-i 6BtF^<I^gLfc^^ 2 

10 O-C-C. 1. 3 3PaL<DnBETX'4 8mmm^^f^-r^ZtlZ^-oX. Tk^^m. 

( 4 ) ^fbH D L ©Hl^^^S&^^Spffi Ur ffl fct^MSHOf^J^ 

a. iffiS^^ 

15 (3) xmm^titcmihui>L(Dm^^m^aizmwi7kimL^t}QXxmmm. 

1 (w/v) %BSA^^tfPBS-em^mi^ (Ong/mL. 3. 125n& 
/m'Ls 6. 25ng/mL^ 12. Sng/mL. 25ng/mL. 50ng 
/mL^ St>*7 5 ng/mL) ii^^-Sct ^ {C#f^L;t:o 

b. -IfV K-f yf^EL I SA^Iff 

20 9 6 F '^nzri^—h {^>^nm) <D^'t7=ciJUiz. mm^^yy-r- {p 
H9. 5) T'l O/zg/mLOiSIJl^lc^lR^nfelJib h T^A I V't?;^^^ i^o 
±—Ji^tfii^(^^n>:^m)mmO. lm-L/'^:iL)\^^^^:r.Mz1m7LX. 4'C 
T- 1 e^fel-f >^i-<-h bfco UL^^^^M^^tT. 1 (w/v) %BSA^^tf 
PBS (pH7. 4) 3S0jjLl.^mx.X^?^X2m^^>^=i.^-Vf^Zt 

25 {3j;»3rn»:/^>^bfc'^. 0. 05 ( v/v) %Twe e n 2 0 ^^tfP B S 
(pH7. 4) T-4Il]i5trtLfco 
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• • 2 6 

mz. ±i3a. x-mm^tirz^^^m.(DmitHiiLmmn,ms,^'^tsihmm^. 

0. 05 (v/v) %Tween2 O^^tfPBS (pH7. 4) T-4|IIi5fettL 

5 ^^(C. =&'i7-3i;i/{z. 1 (w/v) %BSA^^tfPBS (pH7. 4) Tl 
5 0{^{C#|R^n;t:DLH3tn;<*:l 0 0 /z L ^&ia;iT. ^ST- I^FhI-T 
— hbfeo 0. 05 (v/v) %Twe en2 O^^tfPBS (pH7. 

4) T-4lsIi$t?^t}tf^s 1 (w/v) %BS A<&^t?PB ST- 1 0 0 Of^{Z#i^ 
^n;t^;u:t:^ri^y— fe'^iSiJfT't?;^ I gMJaf*: (If-r ^ >y httM) 1 0 0 L 
10 ^m^X. m.UX'3 O^m^ >^^^—hi.tio O. 05 (v/v) %Twee 
n20^^tfPBS (pH7. 4) X 4m}9i^Ltzm. o -y jl-u^s^t 
3mg/mL$:^tf 0. 03 (w/v) %ia^<b7jc^7j< 1 0 0 // L^jljPjiT^fe 
^-fr. SO^PemgLfc^. Imo l/L?5fE^5 0/zL$llD^TS/i&&f?it^-e-v 
4 9 2 nm®MJgi&aiJ^U;to ^CDi^m^^ 3 EC^-To ^ 3 llI{Z^^n-2><fc 

15 oiz. ^^m(DmituBL<Dmf^^m^^mi^x^ti\,^f3^^m.^ifiiiFmx'^rzo 

( 5 ) «#^^<4©Jt^ 

(3) T-i^^^tlfc^^bHDLcDai^^^^S C^fbHDLIfipS (1) (H^ 
-rr) : 1 2. 5ng ; :Rl>-^{b H D L ^ipffi (2) : 6. 25ng (L^-f 
7-) ] ^^mral (0. 1. 2. 3. 4ilPB^) 4°CT*^#Lfco (2) 
20 xmrn^tltzmitHB-L^, ^y^^^^mmmt^e. 2 5ng/inL ( rL^>f 
yj il^T^) JSlZJFI 2. 5ng/mL ( ^U^^ZTj iiKpfS) {z:&5J:-5{C 
PBS (pH7. 4) T#II^Lfe^> ^e)CBSA^ig^mjg2 (w/v) 
St>'i-i^P-;^^f,^^Jg5 (w/v) %{C35:S<fcatC^n^n^iPLT. ^< 

mmi^tzo ci0m'^mm^mi^^m^riz^(D^t4'cxi^m^^Lrz'b(D 

25 Mix. mitEBhtmS, n) (H^^-r) :12. 5 n g/iiiL ; jSti^^^b 
HDLlrbitffi (2) : 6. 2 5ng/mL (L^-fT*) ^fS] Fif^^F^ 
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2 7 

(Ox 1. 2. 3. 4illF^) 4-Ct?'K#Cfco~ 

m^«SP^«# ^YbH D Lli^PSa ( 1 ) ;Rt^• ( 2 ) (cMS^jK l mL SiP 

x.^«?Lfe*,®^(:f,W3^<l:HDLlti(ffi (1) jRU^ (2) {Coi>T. ^tl^ti. 

±13(4) b. tmmcomi'^^ntj^i^, 4 9 2 nm<Dv&^mt:m^\^rzo 
(1) st>- (2) i^i^it^ (OM) izttmi.xm^mm3:t/oif^mi.tj: 

\.^(DiznLX. i^^^^^nfc^ibHDLit^ffi (1) :St>- (2) T-{is li^fi 
^ (Oil) {CltgtLT^J^fit*^ ^tl^tl. *^4 0%;RUfi^3 0%<£TbT43?)x 
10 ^B^{ZJ:^^<bHDUIipfiS (1) :SlU (2) {Cht LTiSi^^^tS*^;^)^^ »3 

(1) Lp (a) (Dmm 

EDT A^mmmmt{.xmtz\i hMmt^^m^it^^mm (i s'ct-i 2 0, 

15 OOOxg, 4 8^F^) tzTJtfil . 0 6 0-1. 1 2 5<DgC^^!aIlRbx ^ 6 

{Z/N-'<^>7';i/A- 5m (^^^ y Kttill) T-'^'v'l/jtjlLx Lp (a) 

iKL/io c:©p^. Lp (a) (Dmmit. 'r:f3n-xmm.mmmizrm-(Dm^^^ 

mz^ Z(DLp (a) 0. 25mmol/L EDTASr^tfPBS 

20 (pH7. 4) izMvx+^ (1 emmy m.mr?yztiizj:-DxmmLrzo 

\z. C®«td{CLTllS^^nfcLp (a) ^x Lp (a) ^yj^^W^mifilm 
s/mhhLfJ^^^olzO , 2 5mmol/L EDTA^^tfPBS (pH7. 

4) \zmm\^. {seffl-r5ST-4'c-e{s#ufco :^msm\z^\^x. ^yn 

^MStix ^fiSF'J 1(1) \zmWL(D Lowry modified Method bfco 
25 (2) Lp (a) (D^^b 

( 1) T-Pi^^tLfcLp (a) 5 0 0-1 0 0 0^m:i±<DEDTA$:^ 
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s^cl^PBs (pH7. 4) izMLx 3m^±^(2mmu±ym) mitff-r^zt 

{3«fc^TEDTA^i^^L^ Lp ( a) ®2iJgAs 1 0 0 >u gymL ii^&S J; ^ 
EDTA^^$:&l^PBS (pH7. 4) izm-VT^o mz. C©Lp (a) m 

ML. I Smm-i >^^^-hT?>:itiZ^i:). Lp (a) ^mitLt^o 

^6(3. ETiTA^mmmtnmmol/Lttji:s>^'^lZ'^im-r^Z 
iHZ^K>. m^tS.l!t^^i¥±{^rzm. EDTA^lmmo l/L^tfPBS (pH7. 

4) (C^LT5 0 0-1 0 0 0fggT*2-3|Hl {2mmiiK±/m) m^T^zt 
izj^r)^ CuSO^^&I^^U m<thp (a) <&iai^U 3ii^4-CT<*#Ufcc 

'fc^j. *^j£0y{z43UT. ^<bLp (a) mcDmrnt. mnx'$>^Lp (a) 

( 3 ) Kfb L p ( a ) ® ^i^^^^Sa©!!® 

(2) x-mm^ntzmitLp (a) {z. BSA^ig^igjg2 (w/v) %tc. ;r 

JgfPUfc'^^ :^7"7;^Mlz lmL-ro^?±U ^^IPK^^Ii^^^^fi RL-2 0 
IBS (lt|nK^J$et^^^^±S^) $:ffll^■r. -5 0-CT-l e^P^i^iSLfc^x 
1. 3 3Pa.<DmZTX4 8mm}Mm$^m-r^ZtiZJ:^X. 7k^^ 

(4) KYbLp (a) (Dmm^msi^mm^t.\.xm\^^tc:^w^(Di^m. 

a. ^iSliM 

(3) T-pi^^nfe^Lp (a) (DMi^^mS,^. m^^^ (Ong/mL. 

0. 1 5 6 2 5 ng/mL. 0. 3125ng/'mL. 0. 6 2 5ng/mL. 

1. 2 5ng/mL. 2. 5ng/raL. St^'Sng/mL) ttJ^^XolZ. m 

mTkimL^izmmLtzo 
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9 6 F v^^nri^-h i^>'^^m O^^J^MZ^ Jn;t hLp (a) v 

■^^^^y ^n:h-;u|jt«: (>r^3>^tS?) 7 (pH9. 5) T* 1 

Q^m-iy^z^-^-hbtzo mi^mm^mx. i (w/v) %BSAS:^tfPB 

5 S (pH7. 4) 3 5 0uLt:im^xmUX2mm-(>^si.^—hT?>ZtiZj:. 
^zru^y^^^i^tzWi. 0. 05 (v/v) %Tween2 O^^tfPBS (p 
H7. 4) T-4lHli5fe?^Lfeo 

»:t3. ±iBa. T-isii^nfem^iiig®mfbLp (a) mi^^i^^ati^ts^m 

10 Ufc^. 0. 05 (v/v) %Twe en2 0$:^trPBS (pH7. 4) T-4 

^^iz. ^0:^)ii,z. mmmi (4) b. xmwi^tirciD'Lusm.i^^i (w 

/v) %BSA$:^Wf S2 Ommo 1/L Tris-HCl^?^ (pH7. 
4) XI OusXmL(DmmiZfk^:^tltcihm.mi 0 0uLt:f}UK.X. ^^X 1 
15 ^m'<>^:j.^—hLtzomz. 0. 0 5 (v/v) %Twe e n2 O^^tfP 
BS (pH7. 4) X4MikmLtim. 1 (w/v) %B S A&^tpP B ST- 1 
0 0 Oi^lZih^^titz^JVt^>>^'—ifmMin.-^^:^ I gM$nf$: ^ >n 

m) loojuL^m^x. m^x3 o^m^ ^^^^—hLfzo o. 05 (v/ 

v) %Twe en2 O^^tfPBS (pH7. 4) X4Mm^Vtz^^. o-yx. 
20 — b>i^T^ >3mg/'mL$:#tf 0. 0 3 (w/v) %M^fb7j<^7K 1 0 0 /z 
L$:*DX.T3 O^a-F^^^fe^itfc^. Imo 1 /LmMS 0 jLLL^tUXXm.}Z^^i¥ 
it^-yr. 4 9 2 nmfDqR)feJg$:S!|^L;to ^©J^m^HSEKC^-To ^5 Elizas 
^n^J;-5{c. :*:^0^cD^-fbLp (a) ©}f ^^^fiS^fflv^T 

25 (5) «#^^i4cDJt®5 

(3) xmm^titzmitLp (a) ©ji^ie^^s c^fbLp (a) mms, 
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3 0 

(1) (H^^zr) : 1 2. 5 n g_ ; RxmitL i> (a) (2) : 6. 2 

5ng (L^-fT) ] fif^^r^ (0> U 2. 3. 4jlP^) 4'*CT-^#L7!;o 
(2) T-Iiti^tlfc^ibLp (a) ^>^l^^Mmj^*s6. 2 5ng/ 
mL ( rL^-fTTj iiKn-r^S) Sth* 1 2. Sng/mL ( ^ y-j tWf 
5 S) {3^c5J;-5{CPBS (pH7. 4) T-^IRLyfe^. ^ ^t:: B S A^$^?iJg 2 

^WLtzi,(D C^n^n. mihhp (a) JtitS (l) (H^i-t-) : 12. 5 
ng/mL ;2fctJf^YbLp (a) Jti^S (2) : 6. 2 5n&/mL (L^-f 

10 r) i:-ra] m^mm (o. k 2. 3. 4mm) 4-cT-«#Lfeo 

m^M^{S#L}t'^. ^fbLp (a) mm^a il) (2) tCJltiiTKlmL 
&Anx.?g^Lfc*)<D«:^WC^fbLp (a) tb^SS (1) :5th* (2) 

^n^n^ ±is (4) b. tmm(Dmi'^^^7^jii\ 4 9 2 nm(Dv&^m.^m^L 
15 memt^^^.^ti^jioiz. ^^mizj^^mmm^m^titzm^thp (a) mm 

Si, (1) RV^ (2) T-(i. li^iS^ (051) {wJ:bi(LTM^^ii*si5i:^«i»L 
JEc^^<7){3?ttT. }^m.U^^ntLm<tLp (a) Jt^ffi (1) St>* (2) T'{i. 

STO4 0%<£TbT*5t). ^0^{CJ:S^fbLp (a) iffipS (1) (2) 
20 {Zl:bLT«i^$^tS*sA*:&t)^:5C:i:*s^A>So 

( 1 ) mi^^iS. t h ifllltCD^M 

^tkm4XJ:^)m.mmmtLx^/^v >t:mi^x^mL. m^tim^^xm^ 
mmmi (4) izmm^ri^ELisAmtmm(D:^miz'i^t-:>x. 

25 Ufco 

^f>z, ^Mm^ij'p7.miz2mL-r^^^L. (2 s'o *^^0i*ijag- 
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3 1 

f^^mmLtzo z(Dmm^^t5Jim^m\^rz'&^mm^. (4) criam 

±13 (1) ®j$i^^^tfxa*ti-4iiifi(g^nfc&gifiii3i^^n^n^^?g^bx 
10 1 (4) izTTi^ti^^Rm^^m^LDL (^ibLDL) mm^nmLtzo 

g/mL (L^J^-f r) :Rt>-l 2 . SngXmL (H^-rr) {CJ&^ScfcatC. 14 
Ommol/L NaCl. mmm2 (w/v) %BSAs ^fiiJgS (w/ 
v) %>>i^D— 0. aSmmol/L E D T A- 2 N aSratf 1 0 mm 

15 oi/L v>mmmm ipH7. 4) x-^H^i^tzo mz. c:©#fitt$::*'^:^ 

Mlz 1 m L -r^^S itln^^}tij5g^*i^ll R L - 2 0 1 B S (^k|nS^i$ 

'4mj^^nm) $:fflv^T^ -so-cr-i 6^PBM*SL;tf^. s'ct-. 1. ssp 
ai(Dm.EETX'4 8mmm^^n^m-r^zt.izj:t). 7K^&m<b-^^^-y-fc^. 

(3) mm^{i\ihm.m(Dmmnms,(Dmmm^ 
mLtcmis z(Dmmiz-o\,^x. mmmi (4) {ziBm^ns-9->hM';'5^ELi 
25 cDfii^^e^mn^^'ji {4) xifm.^tirzmm.u^m\^^xmhLi)Lmm.^mmLrz 
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(4) «#^^l4®ltit 

( 2 ) T-n^^nfcit^^iSh h«®}t^^*is [if i^^ist hmmmmsi, 

(1) (H^-r:?-) :12. 5 n g ; S 1 MfUm^lipS ( 2 ) (L^ 

-rr) : 6. .25ng (h^^y") ] m^.^PsI (0. 6. 1 2^^m) 
T-i^#L3to m&mi (3) T-liil^^tLfc^^bLDLJl^^^^S C^YbL 

DL^tpSCl) (H^^zr) :12. 5 n g ; Zfeth-^fbLD L^ipS ( 2 ) 

(L^^-r) : 6. 2 5ng] pn^mm {0. 6. 1 2 ^r^Pa^) 4°CT*«# 

m^mmu^i^r^'^. Jis^^ist hMtiips (i) ;5t)f (2) 3&:^t;f{3^'fb 

LDLiiips (1) :Rt>- (2) (c^i^7kimL^Snx.-t^^t. ^ 



1 



(^) 


OD49 






skmmmsh (2) 


^fbLDL 

fpfiS ( 1 ) 


^fbLDL 
mmSh (2) 


0 


0.740 


0.272 


0.758 


0.283 


6 


0.727 


0. 2 7 0 


0. 5 0 8 


0.222 


1 2 


0. 6 7 7 


0.274 


0.430 


0.207 



'&\LVim.mm^\±. mm.tm<tji^x^ \.m.^^'&\ivsm.mm^u (i) ] s 
^^m<Dmtiu'Dhmm^u\z)t^x. ^m\izmmm(Di§kn^%mzmfix\.^^z. 



wo 00/75189 PCT/JPOO/03413 

3 3 

i:*s^A^-5o 

)^mm^m^m,m^m rl-2oibs mmn^i^m^^^nm) $fflv^T. 

-SO'CX'iemmmmLt^i'^s S-CT. l. 3 3PaCDMffiTT-4 SffilpF^miS 

(1) xmm^titimm^{^\ihsiiLm^^tsi^^xmiz. 2mL(Dmm7k^i}Q 

EL I SAi£{Zj;S^<bLDLcDSiJ^;5ri£{Ct^eoTs ^JE^iJ 1 (4) T-{f^^n 

15 fe^^M^A^^^^bLDL-^Jg^^mUfco 

(1) T-lii^^nfc^Ii^^f^t hJfllfi^, ^fbLDL^gJg^e. 2 5n 
g/mL (L^-rr) ;!5t>-l 2. 5 ng/mL (H^-i':7-) 1 4 

Ommol/L NaCl. $^igjg2 (w/v) %BSA. mmms (w/ 
v) %2^^^D— 0. 25mmol/'L E D T A- 2 N a^r^tf 1 0 mm 

20 ol/L U>^M»ft(pH7. 4) X'^Wa^tzo mz. Z(D^mWL^iS^y^ 
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